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CLAIM AMENDMENTS 

1 . (Original) A glucose biosensor for in vivo or in vitro use comprising: 

a) at least one mutated binding protein and at least one reporter group attached thereto such that 
said reporter group provides a detectable an d reversible signal change when said mutated binding 
protein is exposed to varying glucose concentrations; 

wherein said detectable and reversible signal change is related to said varying concentrations, 

2. (Original) The biosensor of claim 1 wherein said mutated binding protein is glucose/galactose 
binding protein. 

3. (Original) The biosensor of claim 1 wherein said binding protein has one amino acid 
substitution* 

4. (Original) The biosensor of claim 1 wherein said binding protein has at least two amino acid 
substitutions. 

5. (Original) The biosensor of claim 1 wherein said binding protein has at least three amino acid 
substitutions. 

6- (Original) The biosensor of claim 3 wherein said one amino acid substitution is selected from 
the group consisting of a cysteine at position 11, a cysteine at position 14, a cysteine at position 
19, a cysteine at position 43, a cysteine at position 74, a cysteine at position 107, a cysteine at 
position 1 1 0, a cysteine at position 112, a cysteine at position 1 1 3, a cysteine at position 1 3 7, a 
cysteine at position 149, a cysteine at position 213, a cysteine at position 216, a cysteine at 
position 238, a cysteine at position 287, and a cysteine at position 292. 

7. (Original) The biosensor of claim 6 wherein said binding protein has at least one histidine tag. 

8. (Original) The biosensor of claim 4 wherein said at least two amino add substitutions are 
selected from the group consisting of a cysteine at position 112 and a serine at position 238, a 
cysteine at position 149 and a serine at position 238, a cysteine at position 152 and a cysteine at 
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position 1 82, a cysteine at position 152 and a serine at position 213, a cysteine at position 213 
and a cysteine at position 23 8, a cysteine at position 149 and an arginine at position 213. 

9. (Original) The biosensor of claim 8 wherein said binding protein has at least one bistidine tag. 

1 0. (Original) The biosensor of claim 5 wherein said at least three amino acid substitutions are 
selected from the group consisting of a cysteine at position 149 and a serine at position 213 and a 
serine at position 238, and a cysteine at position 149 and an arginine at position 213 and a serine 
at position 238. 

1 1 . (Original) The biosensor of claim 1 0 wherein said binding protein has at least one Jristidine 
tag. 

12. (Original) The biosensor of claim 1 wherein said reporter group is a luminescent label. 

13. (Original) The biosensor of claim 12 wherein said luminescent label has an excitation 
wavelength of more than about 600 nanometers. 

14. (Original) The biosensor of claim 12 wherein said luminescent label has an emission 
wavelength of more than about 600 nanometers. 

15. (Original) The biosensor of claim 12 wherein said luminescent label is covalently coupled to 
said at least one glucose/galactose binding protein- 

16. (Currently Amended) The biosensor of claim 15 wherein said luminescent label is covalently 
coupled to said at least one glucose/galactose binding protein by reaction with a member selected 
from the group consisting of fluorescein, coumarins, ihodamijies, 5-TMRIA 
(tetramethyhhodamine-S^odoacetanude), Quantum Rod® , f9-f2(or4)-(N-(2-maleimdvlethvlV 
snlfonaimdvl>4 f or2>su^ 

xanfafmof23.4^j :S 1 6 ^ salf) (T exas Rcd@\ 2=(5z(X=iMN=Qz 

mdeimdvlethvllaminoVe-oxohe 
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propvldienvlH-ethvl-33-dimethv^ salt-fGY^,N-f("2-iod6acetoxvlefhvlVN- 
faervlodanl pvrene. 6-amino-23-dihvdro-2-f2-^ 

beii2fde)isoquiiiolitie-5.8-disulfoTiic acid sajt(Lucifor Yellow), 2-(5-fl-f6-fN-(2- 




maleimdvlethvlVanuii0V6-oxohe^^ 




pentadittiylVl^^ saltf€y5> 7 DapoxyPM-(5-(4~ 
dimethvlai}odiiophenYl)oxazol&-2-YlVN- (2-brcm^oacetamidoethvDsulfonamide, fNf-(4,4-difluoro- 
1,3,5,7-tetramethyl- 4-bom-3a ? 4a-diaza-s-indacene-2-yl)iodoacetamide (BQdipy507/S45 IA), N- 



(4,4-difluoro-5 3 7-diphenyl-4-bo;ra-3 a,4a-diaza-s-indacene-3-propionyl)-N- - 
iodoacetylethylenediamine (BODIPY^ -£30/5$MA3, 5-((((2-iodoacetyl)amino)eihyl) 
aroino)naphtlialene-l-sulfbrdc aci d (1,5 - IAEDANS) , and carboxy-X-rhodanrine^ 5/6- 
iodoacetamid c (XRIA 5,6) . 

1 7. (Withdrawn) A method for glucose detection comprising: 

(b) providing at least one mutated ghicose/galactose binding protein and at least one 
reporter group attached thereto; 

(c) exposing said mutated glucose/galactose binding protein to varying glucose 
concentrations; 

(d) detecting a detectable and reversible signal change from said reporter group 
wherein said detectable and reversible signal change corresponds to said varying 
glucose concentrations, 

18. (Withdrawn) The method of claim 1 7 wherein said detecting is continuous, 
programmed, episodic, or combinations thereof. 

19. (Withdrawn) The method of claim 17 wherein said mutated glucose/galactose binding 
protein is selected from bacterial periplasm^ binding proteins. 

20. (Withdrawn) Hie method of claim 17 wherein said detecting of detectable and 
reversible signal changes from said reporter group of varying glucose concentrations is in vivo, 
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21. (Withdrawn) The method of claim 17 wherein said binding protein has one amino acid 
substitution. 

22. (Withdrawn) The m ethod of claim 1 7 wherein said bin ding protein has at least two 

amino acid substitutions. 

23 . (Withdrawn) The method of claim 1 7 wherein said binding protein has at least three 
amino acid substitutions. 

24. (Withdrawn) The method of claim 21 wherein said one amino acid substitution is 
selected from the group consisting of a cysteine at position 11, a cysteine at position 14, a 
cysteine at position 19, a cysteine at position 43, a cysteine at position 74, a cysteine at position 

1 07, a cysteine at position 1 1 0, a cysteine at position 1 12> a cysteine at position 1 13, a cysteine at 
position 137, a cysteine at position 149, a cysteine at position 213, a cysteine at position 216, a 
cysteine at position 238, a cysteine at position 287, and a cysteine at position 292. 

25. (Withdrawn) The method of claim 24 wherein said glucose/galactose binding protein 
has at least one histidine tag. 

26. (Withdrawn) The method of claim 22 wherein said glucose/galactose binding protein 
has at least two amino acid substitutions selected from the group consisting of a cysteine at 
position 1 12 and a serine at position 238, a cysteine at position 149 and a serine at position 238, 
a cysteine at position 152 and a cysteine at position 1 82, a cysteine at position 152 and a serine at 
position 213, a cysteine at position 213 and a cysteine at position 238, a cysteine at position 149 
and an argjundne at position 213. 

27. (Withdrawn) The method of claim 26 wherein said glucose/galactose binding protein 
has at least one histidine tag. 

28. (Withdrawn) The method of claim 23 wherein said glucose/galactose binding protein 
has at least three amino acid substitutions selected from the group consisting of a cysteine at 
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position 149 and a serine at position 213 and a serine at position 238, and a cysteine at position 
149 and an arginine at position 213 and a serine at position 238. 

29. (Withdrawn) The method of claim 28 wherein said glucose/galactose binding protein 
has at least one histidine tag. 

30. (Withdrawn) The method of claim 17 wherein said at least one reporter group is a 
liminescent label. 

3 1 . (Withdrawn) The method of claim 3 0 wherein said luminescent label has an excitation 
wavelenth of more than about 600 nanometers. 

32. (Withdrawn) The method of claim 30 wherein said luminescent label has an emission 
wavelength of more than about 600 nanometers. 

33. (Withdrawn) The method of claim 30 wherein said luminescent label is covalently 
coupled to said at least one glucose/galactose binding protein by reaction with said at least one 
mutated binding protein and a member selected from the group consisting of fluorescein, 
couraarins, rhodamines, 5-TMRIA (tetramethykhodamine-5^iodoacetamide), Quantum Red™, 
Texas Red™, Cy3, N-((24odoacetoxy)ethyl>N^^ (IANBD), 
6-acxyloyl-2-dimethylaminonaphthalene (acrylodan) ? pyrene, Lucifer Yellow,Cy5, Dapoxyl® (2- 
bmmoacetamidoethyl)sulfonaiTiide, (Ar-(4,4-difluoro-l,3,5,7-tetramethyl- 4-bora-3a,4a-diaza-*~ 
indacene- 2~yl)iodoacetamide (Bodipy507/545 IA.) ) 7/-(4 J 4-difluoro-5,7-diphenyl- 4-bora^3a,4a- 
diaza-s-idacene- 3-propionyl)-^4odoace1ylethylenediamine (BODIPY® 530/550 IA), 5-((((2- 
iodoacetyl)ainino)ethyl)amino)^^^ acid (1,5-IAEDANS), and carboxy-X- 
rhodamine, 5/6-iodoacetamide (XRIA 5,6). 

34. (Withdrawn) A composition comprising: 

a mutated glucose/galactose binding protein having at least one amino acid substitution 
selected from the group consisting of a cysteine at position 11 , a cysteine at position 14, a 
cysteine at position 19, a cysteine at position 43, a cysteine at position 74, a cysteine at position 

6 



PAGE 8/19 * RCVD AT 5/2612004 12:58:08 PM [Eastern Daylight Time] * SVR:USPT0-EFXRF-1/2 * DNIS:8729306 * CSID:201 848 9228 * DURATION (mm-ss):05-22 



2004/MAY/26/WED 01:06 PM BD LAW DEPT 



FAX No. 201 848 9228 



P. 009/019 



c 

AppLNo. 10/040,077 

1 07, a cysteine at position 1 1 0, a cysteine at position 11 2, a cysteine at position 1 1 3 , a cysteine at 
position 137, a cysteine at position 149, a cysteine at position 213, a cysteine at position 216, a 
cysteine at position 238, a cysteine at position 287, and a cysteine at position 292. 

35. (Withdrawn) The composition of claim 34 wherein said mutated glucose/galactose 
binding protein has al least one histidine tag, 

3 6. (Withdrawn) The composition of claim 34 wherein said imitated glucose/ galactose 
binding protein further has at least one reporter group, 

37- (Withdrawn) The composition of claim 36 wherein at least one reporter group is a 
luminescent label 

38. (Withdrawn) The composition of claim 37 wherein said luminescent label has an 
excitation wavelength of more than about 600 nanometers, 

39. (Withdrawn) The composition of claim 37 wherein said luminescent label has an 
emission wavelength of more than about 600 nanometers. 

40. (Withdrawn) The composition of claim 37 wherein said luminescent label is covalently 
coupled to said at least one glucose/galactose binding protein by reaction with said at least one 
mutated binding protein and a member selected from the group consisting of fluorescein, 
coumarins, rhodamines, 5-TMRIA (tetramethyhhodaruine-5-iodoacetamide), Quantum Red™, 
Texas Red™, Cy3, N<(2-iodoacetoxy)ethyl>N-m^ (IAKBD), 
6-aCtyloyl-2-dunethylaminoiiaphthalene (acrylodan),pyrene, Lucifer Yellow,Cy5, Dapoxyl® (2- 
bromoacetamidoe%l)si^^ 

indacene- 2-yl)iodoacetamide (Bodipy507/545 IA)> 7V-(4,4-difluoro-5,7«diphenyl- 4~bora-3a,4a- 
diaza-j-idacene- 3-propionyl)-.Ar -iodoacetylethylmediamme (BODIPY® 530/550 IA), 5-((((2- 
iodoacetyl)ammo)eti^ acid (1,5-lAEDANS), and carboxy-X- 

rhodamine, 5/6-iodoacetamide (XR1A 5,6). 
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4 1 . (Withdrawn) A composition comprising: 

a mutated glucose/galactose binding protein having at least two amino acid substitutions 
selected from the group consisting of a cysteine at position 112 and a serine at position 238, a 
cystein e at position 149 and a serine at position 238 , a cysteine at positi on 152 and a cysteine at 
position 182, a cysteine at position 152 and a serine at position 213, a cysteine at position 213 
and a cysteine at position 23 8 > a cysteine at position 149 and an argine at position 213, and a 
cysteine at position 149 and a serine at po$ition2 13 and a serine at position 238, and a cysteine 
at position 149 and an argmine at poistion 213 and a serine at position 238. 

42. (Withdrawn) The composition of claim 41 wherein said mutated glucose/galactose 
binding protein has at least one histidine tag. 

43. (Withdrawn) The composition of claim 41 wherein said mutated glucose/galactose 
binding protein further has at least one reporter group. 

44. (Withdrawn) The composition of claim 43 wherein at least one reporter group is a 
luminescent label 

45. (Withdrawn) The composition of claim 44 wherein said luminescent label has an 
excitation wavelength of more than about 600 nanometers. 

46. (Withdrawn) The composition of claim 44 wherein said luminescent label has an 
emission wavelength of more than about 600 nanometers. 

47. (Withdrawn) The composition of claim 44 wherein said luminescent label is covalently 
coupled to said at least one glucose/galactose binding protein by reaction with said at least one 
mutated binding protein and a member selected from the group consisting of fluorescein, 
coumaiins, rhodarnines, 5-TMRIA Quantum Red™, Texas Red™, Cy3, N-((2- 
iodoacetoxy)ethyI)-N-methyl)am (IANBD), 6-acryloyl-2- 
dimethylaininonaphthalene (acrylodan),pyrene, Lucifer Yellow, Cy5, Dapoxyl® (2- 

bromo acetamidoetliyljsulfonamide^ (A r -(4,4-difluoro- 1 3 3 3 5 ,7-tetxamethyl- 4-bora-3 a,4a-diaza-«y- 
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indacene- 2-yl)iodoacetamide (Bodipy507/545 IA), iV-(4,4-di£luoro-5,7-dipheayl- 4-bora-3 a,4a- • 
dia^Ksndacene- 3-propionyl)-AT '-iodoacetyletliyleaediamine (BOPIPY® 530/550 IA), 5-((((2- 
iodoacetyl)amino)ethyl)ami^^ acid (U5-IAEDAN3), and carboxy-X- 
rhodamine, 5/6-iodQacetanude (XRIA 5,6). 
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